Endothelin (ET) receptor antagonists: BQ-123 (ET A ), BQ-788 (ET B ), tezosentan (dual ET receptor antagonist) protect against the development of postoperative ileus (POI) evoked by ischemia-reperfusion (I/R).
Introduction
Postoperative ileus (POI), is an iatrogenic complication characterized by a transient cessation of coordinated bowel motility preventing the effective intestinal contents transit and the tolerance of food intake. Its reported incidence rate varies from 10 to 40% leading to increased morbidity, mortality and higher hospitalization costs (1) (2) (3) (4) . The pathophysiology of POI is complex and incompletely understood involving pharmacological, neural and immune-mediated mechanisms. The first, a neurogenic phase, represents a reaction to a surgical disruption of the peritoneum and bowel manipulations, which is mediated by adrenergic and nonadrenergic inhibitory reflexes. The second phase represents a time-and procedure-dependent inflammatory response to intestinal handling. Finally, a third phase mediated by increased vagal tone involving the activation of nicotinic receptors (specifically the α7 receptor subunit) in the cell membranes of macrophages plays a considerable role in POI resolution. Due to the multifactorial aetiology of POI, the multimodal enhanced recovery after surgery (ERAS) programs involving several interventional modalities proved to be most successful (5) (6) (7) (8) .
The endothelins (ETs) are a family of 21 amino acid peptides with three distinct isoforms: ET-1, ET-2 and ET-3. ETs bind in mammals to G protein-coupled ET A and ET B cell surface receptors. Binding of ETs to their receptors mediates several functions including vasoconstriction, pain, inflammation and carcinogenesis (9) .
The ET-like immunoreactivity and specific binding sites are widely distributed in the GI tract (10) . Although most of the ETs actions in the GI tract are contractile and occur via its direct action on smooth muscle cells (11) , the net effect of ETs on GI motility depends on the animal species, the gut segment, the profile of stimulated ET receptors and interactions with other mediators acting at target sites (12) . ET A and ET B are involved in the pathogenesis of intestinal dysmotility caused by ischemia-reperfusion (I/R), severe burns or acute pancreatitis (13) (14) (15) (16) .
The objectives of the current experiments were to investigate whether ET A and/or ET B receptor antagonists attenuate the development of surgically induced GI motility impairment in vivo and in vitro. Additionally, we investigated, whether the potential salutary effects of tezosentan correlate with plasma ET(1-21) concentration.
Materials and Methods

Experimental protocol
All experimental procedures were carried out in accordance with the EU Directive 2010/63/EU for animal experiments and had been approved by the Bioethics Committee for Studies on Animals, Medical University of Gdańsk. Male Albino-Wistar rats (200-250 g, 8 h fasting with free access to tap water) were allocated randomly to one of the five experimental groups: 1) control, untreated animals subjected neither to anaesthesia nor to surgery (UN, n=5)
2) ether anesthetized animals (E, n=7)
3) ether anesthetized animals subjected to skin incision (SI, n=10) 4) ether anesthetized animals subjected to laparotomy (L, n=10) 5) ether anesthetized animals subjected to laparotomy with subsequent surgical gut manipulation (L+M, n=12).
Surgical gut manipulation is defined as gut evisceration followed by mechanical stimulation of both the cecum and small intestine using aseptic procedures (17) . Rats, which belonged to L and L+M cohorts were randomly sub-divided into two groups that recovered after either 2 or 24 h respectively, which correspond to the early and late phases of POI respectively. Animals in each group received 0.15 ml of Evans blue at the designated time point (2 or 24 h) via an orogastric tube and 30 min later animals were sacrificed by cardiotomy under deep E. The small intestines were excised and, to avoid tissue stretching, gently laid on corkboard for measurements. An observer, who was unaware of the treatment the animals were receiving, measured the most distal point of dye migration from the pylorus (Fig. 1 ). 
The effects of ET antagonists on the intestinal transit
In vitro experiments
Rats were randomly divided into three groups: UN, L+M and animals pre-treated with 10 mg/kg tezosentan 1 h prior to L+M. Subsequent to L+M animals were sub-divided into early-and late-phase POI groups, depending on their post-surgical recovery time, i.e. 2 vs. 24 h respectively.
Full-thickness longitudinal smooth muscle strips were isolated as described previously (18) and mounted vertically at 2.0 g of resting tension in water jacketed glass chambers to equilibrate at 37° C for 90 min before the beginning of experiment. The buffer was changed every 5 min except during the contact time of tissues with carbachol (parasympathetic agent). The activity of each longitudinal smooth muscle strip was were recorded isotonically with a PIT 212 force displacement transducer (COTM, Białystok, Poland) connected to TZ-4100 line recorders (Laboratorni Pristroje, Prague, Czech Republic). Carbachol (1 nM-30 μM) was applied at increasing concentrations at 15 min intervals and the buffer changed every 5 min. As soon as the peak contraction had developed, the tissues were washed out until the length of the strip returned to basal levels. The maximum myogenic response was defined as the contraction that could not be increased further by a higher carbachol concentration. The viability and reproducible contractility of each strip was examined at the end of each experimental session by a submaximal contractile response to carbachol, at the same concentration as at the start. Experiments were performed using at least 8-15 different tissue strips. 
Biochemical measurements of ET(1-21) in blood plasma
Measurements were performed using a conventional, 96-well, sandwich enzyme immunoassay (ELISA No. BI-20052, Biomedica GmbH, Vienna, Austria). Blood samples were collected from rat aortae and processed according to the manufacturer's instructions. The following groups of animals were included in the measurements: UN (n=15), L+M (n=10 and 8 respectively) and rats pre-treated with tezosentan prior to L+M (n=9). Rats from the latter groups were left to recover for 24 h subsequent to surgery. 
Drugs
Statistical analysis
The length of small intestine between animals in all experimental groups was not statistically different in the course of this study (data not shown). (Fig. 2) . The length of small intestine between experimental groups was not statistically different in any experiment.
Results
Effects of E and surgery on the intestinal transit
Protective effects of tezosentan, BQ-123 and BQ-788 against surgically-induced inhibition of GI motility
Tezosentan, BQ-123 or BQ-788 did not affect the intestinal motility of U or SI animals. Similarly, they did not prevent the development of the early phases of POI induced by L or L+M (Fig. 3) .
No effect of ET blockers has been observed on the GI motility inhibition evoked by L in the late phase of POI. Contrastingly, all ET blockers attenuated the development of additional inhibitory effects of surgical gut manipulation following L (L+M) during the late phase of POI ( Fig. 4 ). 
Results of in vitro experiments
Serum ET(1-21) concentration
The ET(1-21) levels in plasma of control rats were 11.35 ± 1.93 pg/ml. They were not different from the concentrations observed 2 or 24 h in L+M animals: 9.42 ± 2.5 pg/ml or 10.12 ± 1.92 pg/ml (n=8). In the latter group tezosentan pre-treatment did not significantly affect the ET(1-21) concentration:7.56 ± 3.86 pg/ml. 
Discussion
The current experiments involved three types of nociceptive stimuli: SI, L, and L followed by a subsequent mechanical stimulation of both the cecum and the small intestine (L+M antagonists do not affect GI transit or GI smooth muscle contractions under basal conditions (15, (20) (21) (22) . In contrast, other authors have demonstrated that ET A and ET B inhibit gastric and colonic motility in guinea pigs (23) . These discrepancies can at least be partially ascribed to methodological differences.
As opposed to the early phase POI, ET A and ET B blockers reversed the additional inhibition of intestinal transit evoked by L+M during the late phase POI, with tezosentan being the most efficacious. However, the difference between tezosentan, BQ-123 and BQ-788 failed to reach statistical significance. The diminished GI transit observed in vivo was mirrored by the decreased contractile responses of the longitudinal jejunal smooth muscle strips to carbachol in vitro. The pre-operative administration of tezosentan alleviated this dysfunction.
It is not fully feasible to elucidate the molecular mechanisms of the salutary effects of ET antagonists based on the results of the current experiments alone. An attempt at explanation may involve the analgesic and Fig. 5 . Non-cumulative concentration-response curves of the smooth muscle strips exposed to carbachol. Data were normalized as percentages of the maximal response to carbachol and plotted against carbachol concentration. For the sake of the clarity of the picture (maximum value on the ordinate is 100%) data are presented as means -S.E.M. and not means ± S.E.M. for at least 8-15 different tissue strips. Animals were allowed either 2 or 24 h recovery period subsequent to surgery. Prior to surgery rats from the latter group were randomly sub-divided into two experimental groups, the first one those pre-treated with tezosentan (T, 10 mg/kg, i.p.) and the second one those receiving tezosentan's vehicle prior to surgery.
anti-inflammatory properties of ET blockers (9) . ET-1 acts as an algogen in the peripheral nervous system and is involved in a variety of pain states, including inflammatory, neuropathic and cancer pain (24) , for example ET-1 administered i.p. induces abdominal writhing in mice (25, 26) . Moreover ET-1 plays a role in the pathogenesis of inflammation (24, 27) , for instance ET-1 plasma and/or synovial fluid concentrations are higher in patients suffering from active rheumatoid arthritis, osteoarthritis or gout than their healthy counterparts (9) .
The dual ET-receptor blockers: bosentan and tezosentan demonstrate potent anti-inflammatory activities (28, 29) .
BQ-123, BQ-788 and tezosentan counteracted in a targeted manner the additional inhibitory component caused by surgical gut manipulation (L+M) in the late phase POI, without affecting gut dysfunction after L alone. This demonstrates that the salutary effects of ET-receptor blockade in the late phase POI result from specific inhibition of ET effects rather than from its non-specific analgesic or anti-inflmmatory properties.
This conclusion is supported by the fact that BQ-123, BQ-788 and tezosentan were not effective in reversing GI motility inhibition caused by L alone in the early or late phase POI, where L is a potent nociceptive and inflammatory stimulus (30, 31) . Similar observations concerning the lack of activity of ET-receptor antagonists subsequent to L were made in the I/R POI model (15) . While interpreting ET(1-21) concentration alterations in current experiments in either 2 or 24 h post-surgical groups, it must be borne in mind that ETs act largely as autocrine or paracrine transmitters and therefore ET levels in peripheral blood are much lower than at the target site (12) meaning that the lack of the observed concentration changes in both early and late phases of surgically induced POI do not necessarily accurately represent changes at the organ level.
Our previous experiments provided evidence that ET receptor antagonists protected against I/R-induced intestinal dysmotility in a time-and dose-dependent manner at the early and late stages of reperfusion (15) .
This points out to the fact that I/R and surgical gut manipulation exert inhibitory effects on gut motility, which have different underlying pathophysiological mechanisms.
It is a well-known phenomenon that ET-1 released by stimulating endothelial cells contributes to the inflammatory process involving the activation of NF-κB and expression of pro-inflammatory cytokines including TNF-α, IL-1 and IL-6, which in turn stimulate ET-1 production. ET-1 increases the synthesis of TNF-α in macrophages and monocytes enhancing the inflammatory response by chemotaxis and phagocytosis of macrophages, monocytes and neutrophils. Increased production of reactive oxygen species in different types of cells occurs via the NF-κB, COX and NADPH oxidase-dependent pathways. ET-receptor blockers can inhibit some of the inflammatory process components and therefore it seems possible that the ongoing gut-wall located inflammatory process may contribute to the pathogenesis of POI (36) .
ETs exert their cellular activities by acting on two cell-surface G-protein-coupled receptors. Type A (ET A ) receptors are located primarily on vascular smooth muscle cells, whereas type B (ET B ) receptors can be found amongst others on endothelial, vascular smooth muscle, and renal epithelial cells. Binding of ET-1 to ET A increases Ca 2+ influx and generates reactive oxygen species (ROS). In contrast, ET B receptors on the endothelium allow ET-1 to signal in an autocrine fashion and stimulate nitric oxide synthase (NOS) and NO production (9) . Therefore, the interaction between ETs on ET A and ET B contributes to the pathogenesis of POI.
In a clinical context, the duration of POI in humans depends mainly on the recovery of colonic motility, whereas in this model both gastric and jejunal propulsion contribute to transit time and their individual effects cannot be separated. The exact origin of the released ETs cannot be determined from our experiments as several cells synthesize and release ETs (9) especially in response to traumatic and/or nociceptive stimuli. Additionally the interactions between ETs and other gut neurotransmitters, which affect gastrointestinal motility have not been studied in our experiments. Finally, quantifying the intestinal transit more precisely using radioisotopes might have provided more exact measurement results (37) . On the other hand the employed model is simple, well established and the suppression of spike activity and the absence of migrating motor complex during small intestinal transit inhibition in rats make intestinal transit a reliable index of POI (38, 39) .
